The performance of the three most often employed SPME fibers (CAR/PDMS-75 µm , DVB/PDMS-65 µm and PDMS-100 µm) was evaluated and results were expressed in terms of relative response. Pool of saliva samples belonging to 6 different control individuals were evaluated in triplicate, with each model of fiber. Figure 1 presents the obtained results, showing that a best recovery for most of the compounds was obtained when DVB/PDMS fiber was employed, being that the fiber selected for the further experiments. 
Extraction time
Different extraction times (10, 30, 45 and 60 min) were tested in triplicate for a pool of saliva, prepared as described in 1.1.. Figure 2 presents obtained average total area (summed up areas of detected peaks) for each time tested.
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Extraction conducted during 45 min displayed acceptable performance and lower standard deviation was observed, indicating better reproducibility of profiles. 
Sample volume
Different volumes of sample (0.5, 1, 2 and 3 mL) were tested in triplicate for a pool of saliva, prepared as described in 1.1.. Figure 3 presents obtained average total area (summed up areas of detected peaks) for each tested volume, as well as the average number of detected peaks. 0.5 mL and 1 mL presented to be the most suitable volumes for saliva sample analysis, since larger number of peaks could be detected. Since no analytical disadvantage was verified in the present case, the use of lower amount of biological specimen was prioritized. 
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Fresh saliva vs. incubated saliva
Aliquots of fresh saliva samples were compared to samples submitted to incubation at 37°C, for 24 h. These samples correspond to those enrolled in this study (n = 30). The results were expressed in terms of average total area (average of sum of peak areas obtained for a group of samples) and number of detected peaks. The Figure 4 depicts these observations, highlighting the obtaining of richer profiles when incubation step is incorporated. 
Internal validation
In order to verify the suitability of the developed method to its purpose, a simplified validation process was carried out. The following parameters were evaluated: precision, accuracy, linearity, carry over, matrix effect and stability. Once the present work is based in non-target metabolomics and endogenous compounds are being investigated, 26 VOCs standards were used as model analytes and spiked to blank samples (0.5 mL of deionized water -simulating the major content of the biological sample). 4-bromofluorobenzene was used as the internal standard (IS), added to samples at fixed concentration of 100 ng mL -1 . The spiked "artificial" samples were processed exactly like the saliva samples (including incubation step, for 24 h). The Table 1 presents the used chemical standards and the concentrations evaluated as the quality control samples (QC). The limit of detection (LOD) was defined as the minimal concentration providing signal-to-noise ratio equal 3, the limit of quantitation (LOQ) was defined as the lowest concentration presenting imprecision and inaccuracy below 15%. 
Precision and accuracy
The precision was evaluated: i) based in the samples analyzed in triplicate (3 aliquots); ii) model analytes spiked in concentrations corresponding to QC1 and QC3. The accuracy was assessed considering the relative standard error (= average experimental concentration -theoretical concentration x 100 / theoretical concentration). Table 2 and Table 3 
Stability
The stability of VOCs in samples was assessed for the following conditions: 24 h, at room temperature (21°C) and 2 thaw cycles (freezer at -20°C). The evaluation was made in triplicate, for two types of samples: i) processed pool of saliva samples, obtained from collected samples (n = 30), ii) spiked deionized water, at concentration levels corresponding to QC1 and QC3. The internal standard was added just prior analysis. For procedure i), stability was assessed calculating percentual variation of the response in comparison to samples freshly prepared and analyzed. Stability in approach ii) was described in terms of deviation from nominal concentration. The results are displayed in Table 4 and 5. The calculated data register alterations not superior to 15%, thus, sample stability can be attested. 
Matrix effect
Matrix effect was evaluated in triplicate, using the response rate between spiked samples (0.5 mL of deionized water + standards) and solution of pure standards, both in concentrations corresponding to QC1 and QC3. To assess the extension of matrix effect, the normalized matrix factor (NMF) was calculated according to the Equation 1. Values near 1 indicate not considerable influence of the matrix in the response of the compounds, values much smaller than 1 indicate affinity between the chemical and the medium, while values above 1 suggest that the presence of the matrix enhances the partition of the substance to the gas phase. Finally, the relative standard error (RSD%) between values of NMF was calculated, to assure that the matrix effect is consistent and does not impair the conducted analysis with real samples. Results are presented in Table 6 . Registered deviations were all below 15%. 
